Transfected cells were plated on glass coverslips, fixed, permeabilized and analyzed using anti-β-DG antibodies that crossreact with β-DG of mouse and human origin. Antibody staining overlapped entirely over β-DG-CFP, indicating that the exogenously expressed protein is indeed β-DG and β-DG-CFP is correctly processed and transported to the plasma membrane. Scale bar, 7 mm. (B) HUVEC, infected with a lentiviral vector expressing a CD93 shRNA (clone 85), were mixed together with not infected cells and plated on glass coverslips to obtain cells expressing or not CD93 in the same microscope field. Cells were analyzed by immunofluorescence using anti-CD93 antibodies and Alexa Fluor-488 phalloidin (Thermo Fisher Scientific) for F-actin labeling. A representative image shows no staining in CD93-depleted cells compared to wild type cells. Scale bar, 18 mm. Supplementary Figure S5 : The extracellular domains of CD93 do not bind ECM proteins. The chimeric construct containing the extracellular domains of CD93 fused to Myc tag was generated as previously described [5] . Human Lenti-X 293T were transiently transfected with empty vector (mock) or the construct expressing the soluble extracellular domains of CD93 (CD93). 72 h after transfection, conditioned media were collected and the concentration of the recombinant proteins was estimated by Western blotting and adjusted at about 0.8 mg/mL. The following adhesive substrates were dissolved in PBS and used for coating of 96-well plates (Nunc Maxisorp, Thermo Fisher Scientific): human vitronectin (1 mg/mL) from Thermo Fisher Scientific, rat collagen (from tail tendon, mainly type I collagen, 10 mg/mL) from Roche Diagnostics (Mannheim, Germany), and porcine gelatin (1%), bovine serum albumin (1%), mouse laminin (10 mg/mL), human fibronectin (10 mg/mL), and human type IV collagen (10 mg/mL) from Sigma-Aldrich. Plates were blocked with bovine serum albumin (3% in PBS) before the addition of supernatants. Plates were washed and HRP-conjugated mouse anti-Myc antibody (9E10, Santa Cruz Biotechnology) was added to detect bound CD93. o-phenylenediamine (Sigma-Aldrich) was used to asses color development. The optical density values were measured at 450 nm using a microtiter plate reader.
